5. Add 20 mL of trypsin-EDTA to each well of a V-bottomed 96-well plate.
6. Remove the medium from the plate with the doxycycline-induced colonies and carefully wash once with PBS. Remove the PBS. Gently add 10 mL of PBS. Colony morphology will vary (Fig. 1) , and you may want to pick colonies with ES cell-like morphology.
7. Using a dissecting microscope and a P20 pipette, carefully dislodge the colonies one at a time by nudging the colony with the pipette tip. Pick the colony into the pipette along with not more than 5 mL of PBS. Transfer the colony into one of the trypsin-containing wells of the 96-well plate. Do not pick more iPS cell colonies at a time than can be handled within 5-10 min.
8. Once all of the desired colonies are picked into the 96-well plate, allow the colonies to incubate for 2-3 min at 37˚C.
9. Add 50 mL of þdoxESC medium to feeders in a flat-bottomed 96-well plate. Using a multichannel pipette, add 80 mL of þdoxESC medium, and dissociate the colony by pipetting up and down. Passage the cells onto feeders in a flat-bottomed 96-well plate (Chapter 11, Protocol 3). This is a free sample of content from Manipulating the Mouse Embryo: A Laboratory Manual, Fourth edition Click here for more information or to buy the book.
10.
Expand the clones when the wells become subconfluent by passaging to feeders with a larger surface area.
11. Grow the clones in þdoxESC medium for 7-10 d before withdrawing the doxycycline. Some clones will differentiate or not survive upon doxycycline withdrawal. If conditions were right, the majority of the clones will become doxycycline independent and the cells will self-renew, keeping their ES cell-like morphology in standard ES cell culture conditions (Chapter 8, Protocol 3).
RECIPE
It is essential that you consult the appropriate Material Safety Data Sheets and your institution's Environmental Health and Safety Office for proper handling of equipment and hazardous materials used in this protocol.
